A mouse model of oxygen induced retinopathy OIR was induced in mouse (C57BL/6) pups according to Smith et al. [18] with some modifications [19]. Briefly, postnatal day 7 (P7) mice, with their nursing mothers, were exposed to hyperoxia (75±2% oxygen) for five days (P7-P11) to produce retinal vaso-obliteration and then returned to normoxia (room air) for five days (P12-P16) to induce ischemic retinal neovascularization. At P12, after the pups were exposed to 75% oxygen, they were randomly assigned to two groups:
Lectin Staining
Flat-mounted retinas were fixed in 4% paraformaldehyde for 3 h at room temperature. The retinas were washed with PBS and then incubated for 3 h on an orbital shaker at room temperature with 5% Triton X-100 and 1% BSA. The retinas were washed with PBS and incubated overnight at 4℃ with Quantitative analyses revealed that GL treatment significantly reduced the area of neovascularization in retinas compared with OIR. The data are expressed as the mean ± SE ( = 4).
Results
we performed animal study using a selective inhibitor of HMGB1, glycyrrhizin (GL). GL is a triterpenoid saponin glycoside of glycyrrhizic acid. GL does not interfere with HMGB1 release, but directly inhibit its extracellular cytokine activities [46] . GL treatment also significantly reduced the area of neovascularization in retinas compared with OIR. 
